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832/13 sybclones

™
g con. SIRT3 KO
812123 4
SIRT3{ = s s ]
NDUFB8 [e= e o= e e e o= || —
UQCRC2 [ 5
MTCOL1{ e v o o oo o e || ©
ATPEA { v v v v v e
SIRT3 { s s s ]
NDUFBS (]|
UQCRC2{ Lo
MTCO L v e oo s e || S
ATP5A w v——
_ 7500 N S 1,5001 & oF _ 15007 028G M1676G
A < < [ 400 1,2501 § 512501
L|I_J S c% 300 1. transfection 1,000 B gl,OOO'
5 g 3 ok 2. s«lale.ction 7501 o+ §E 750
o = 200 3. dilution | c2
Dn & 4. expansion 500 S £ 5007
= c 2100 L 2501 control 22 2504
E3S| ok 832113 ok _@sirT3ko| o
cE|l °SR888B CIBR3E3 121234

— _ . con. SIRT3KO
BASAL insulin secretion  (ng/mg protein)/hr
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5 _ 2.01 5 _ 20"
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95’_ S 1.54 Q5 1.54
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5 104 ®5 10
28 28
T 05- ™ 54
0.0- 0.0-
o1 2 1 2 3 4 Q1 2 1 2 3 4
§ control SIRT3 KO § control SIRT3 KO
832/13 subclones 832/13 subclones

O

35,0007 M insulin rns2  MhiNS 35
30,000 3.0 3
B 32
£ 25,000 [25 3¢
£ 2 20,0001 [20 o 8
(&) :r-c
o 23
£ 2 15,0001 15 3@
S 5 8
2 2 10,000- r10 g
5,000 0.5
0 =0.0
m 1 2 1 2 3 4
% control SIRT3 KO
832/13 subclones
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832/13: no Tx x10 monoclones:

" 1326/01-10
‘\oﬂ‘ (Fig. dngti Ag C, 1. no antibiotic selection (Fig. 10B and 10C) 507O2s86 10 rins2
832131 cells an ) 2. limiting dilution £ 0 W167G S _ g MWhINS
' G 3. expansion 10 I S g g
4 832/13: G418 x10 monoclones: B C I
@ (Fig. 9B, 9C, — . ) 1327/01-10 56 30 586
and 10D) 1. antibiotic selection (Fig. 10E and 10F) s 3G
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SIRT3-targeted acetylproteome

1. culture to confluence in full media i i
2. culture at confluence for 6 days in serum  -deprived media 626-SlteS 242 pEOtemS

3. cell lysis & mitochondrial enrichment

l experiment 1 l[ experiment 2 ][ experiment 3 l m

4. trypsin digestion 48 6

5. TMT10plex labeling

6. sample mixing

7. acetylpeptide immunoprecipitation
8. input fractionation

9. nLC-MS/MS w/ MS2-based quantitation . hSIRT3 WT-V5 targets
10. data analysis w/ PD2.2
11. identification of SIRT3 targets hSIRT3 H248Y-V5 targets
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glucose tolerance or insulin tolerance
in mice fed a HFHS diet, despite a modest difference in the plasma insutesponse
following an intraperitoneal (IP) glucose bolus.
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